[Abstract] The generation of mast cells for in vitro studies comes from a variety of sources including mast cell lines (MC/9) (McCurdy et al., 2001) , bone marrow-derived mast cells (BMMCs) 
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Krisztina V. Vukman (Supajatura et al., 2001 ), skin-derived mast cells (FSMCs) (Matsushima et al., 2004) , peritonealderived mast cells (PMCs) (Hochdorfer et al., 2011) and peritoneal cell-derived cultured mast cells (PCMCs) (Vukman et al., 2012) . BMMCs are generally used for in vitro studies because of the high yield of mast cells generated and also because they can be generated from knockout and transgenic mice making this a good source to examine specific factors important for mast cell function. Due to the large yield of cells generated they are the cells of choice for reconstitution studies in mast cell knockout mice (Sur et al., 2007) . Furthermore, they are more responsive to both allergic and non-allergic stimuli when compared to mast cell lines. The major disadvantage of BMMCs is that they are not fully matured when compared to mast cells generated or obtained 4. Scrape cells using sterile cell scraper.
5. Transfer scraped cells into the same 50 ml Falcon tube.
6. Count cells, the concentration has to be > 6 x 10 5 cell/ml.
7. Centrifuge cells at 300 x g for 5 min.
8. Transfer supernatant into new Falcon tube.
9. Resuspend cells in fresh complete IMDM (2 x 10 5 cell/ml).
10. Plate cells into new flasks (T75/T175).
11. Centrifuge the supernatant again at 600 x g for 15 min.
12. Transfer and filter supernatant into new Falcon tube.
13. Take 0.5 ml for measurement of IL-3 concentrations by commercial ELISA. The concentration should range between 10 to 100 ng/ml and a minimum of 10 ng/ml should be used.
14. Freeze supernatants at -20 °C.
15. WEHI-3 conditioned medium can be harvested every 3-4 days following the steps A3-14.
The cell number should not be over 2 2. Spray mouse thoroughly with 70% alcohol (or IMS) and lay down on 70% alcohol soaked paper.
3. Two sets of sterile tweezers and scissors are used, one for the outer skin of the mouse and the other for the removal of legs (tibia and femur).
4. Make a small incision below the sternum of the mouse and cut the skin away from the front around the back to make a complete circle. Peel the fur away completely from the lower half of the mouse leaving the legs exposed.
5. Use the second pair of scissors and tweezers. Holding the tail with the index and middle finger and the leg of interest between the ring finger and thumb, cut the muscle away from the hind leg around the hip in a straight cutting manner so as to make the hip-joint amenable for cutting.
6. Cut the hip-joint to free the leg from the body of the mouse. Be careful not to cut and hence expose the bone marrow of the femur. Repeat this with the second leg of the mouse.
7. Cut the ankle of each leg to remove the feet, and discard them.
8. Place legs in 50 ml tubes on ice partially filled with IMDM until next step.
9. Place legs onto one half of a PD100 petri dish and remove residual muscle, fat and connective tissue using forceps and scissors.
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10. Cut the knee joint to separate the femur and tibia.
11. Use fresh pair of forceps and scissors to cut each bone in turn at either end to expose the bone marrow.
12. Flush the bone marrow onto the dish using a 10 ml syringe filled with ice cold media with a 27-gauge needle. Repeat this for all bones.
13. Use a 19-gauge needle to break up and suspend the bone marrow by pipetting.
14. Transfer the bone marrow suspension in to a 50 ml tube and centrifuged at 300 x g for 10 min.
15. Discard the supernatant and resuspend cells in culture medium (IMDM with 30% WEHI-3 conditioned medium; 20 ml medium/mouse) and transfer suspension into tissue-treated cell culture flask (T75).
16. Culture cells at 37 °C, 5% CO2. Toluidine blue solution (50 ml) (0.5 mg/ml Toluidine blue, 18g/l NaCl and 22% ethanol) Saturated saponin (2.27 ml) (4 mg/ml saponin in ethanol) NaH2PO4 solution (22.7 ml) (60 mM)
